The solutions of nucleic acid are prepared to give a concentration of 2 mg per ml of medium. The RNA is dissolved by careful addition of 1 N NaOH, the pH not being allowed to exceed 5.0. The DNA readily dissolves in distilled water. The nucleic acid solutions are added to the liquefied agar just prior to autoclaving and the plates are poured as soon as the medium has cooled to 50 C.
Inoculation of agar plates can be made in several ways, but the method used throughout this examination was band inoculation. The inoculated media may be incubated at several temperatures in order to determine the maximal enzyme production, as this is sometimes at a temperature other than that providing optimal growth (Bacillus megaterium is a case in point).
The incubation time has been 36 hr.
The enzymatic activity is then assayed by flooding the plate with 1 N HC1. The acid reacts with the nucleate salts in the medium, yielding free nucleic acid, and consequently a cloudy precipitate. A positive reaction is indicated by a clear zone around the colony (figure 1). The width of this clear zone is related to the amount of the exocellular enzyme produced.
Some typical results obtained by this method are presented in table 1. These results suggest that the organisms are more exacting as to pH for production of the enzyme than they are to the temperature.
Among the genera which have been found to give positive results are Bacillus, Streptomyces, Serratia, Penicillium, Aspergillus, Streptococcus and Achromobacter. Of the few species of the genera Flavobacteriurn, Alkaligenes, and Micrococcus which have been surveyed none has exhibited any action. Microscopical examination has revealed that cells of Lactobacillus arabinosus strain 17-5 harvested from a vitamin B6 deficient medium are morphologically distinguishable from the rod shaped cells normally encountered in vitamin B6 adequate cultures. The cells used in this study were grown employing cultural conditions and a completely synthetic medium similar to that described previously (Holden, J. T., Wildman, R. B., and Snell, E. E., J. Biol. Chem., 191, 559, 1951) . D-Alanine was present at 100 .tg per ml and vitamin B6 could be omitted at will. Although L. arabinosus is known to synthesize vitamin B6 when grown in semi-synthetic media (Bohonos, N., Hutchings, B. L., and Petersoni, W. H., J. Bacteriol., 48, 191, 1944 ; Holden, J. T., Furman, C., and Snell, E. E., J. Biol. Chem., 178, 789, 1949) , it is possible to obtain vitamin B6 deficient cells of this organism by using a synthetic medium completely free of vitamin B6 and inocula which have been depleted of the vitamin by repeated transfer in this Imiedium. 
